phosphorylation of WIP and disengagement of WASP
. Following TCR ligation, WIP phosphorylation 22 amide had no effect ( Figure 5D and data not shown) . with alkaline phosphatase did not increase the intensity binding site (aa 416-488) as well as the point mutants S488D, S405D, and S486D. Affinity precipitation using of the WASP signal (data not shown). It is also unlikely that the decreased association of WASP with WIP was recombinant WASP showed that wt WIP 401-503 bound to WASP. The S488D mutant, but not the S405D and S486D due to degradation of WASP, because the intensity of the WASP band in cell lysates remained unchanged after mutants, showed markedly decreased WASP binding ( Figure 6D ). These results suggest that phosphorylation TCR ligation, and no smaller molecular weight bands that react with anti-WASP were detected (data not at S488 disrupts WIP binding to WASP. shown).
We next investigated the role of phosphorylation in the dissociation of the WIP-WASP complex following

Activation of PKC Is Essential for F-Actin Accumulation and IL-2 Synthesis, but Not for WASP TCR ligation. Treatment of cell lysates with alkaline phosphatase prior to immunoprecipitation restored the Translocation to the T Cell-APC Interface
To test the hypothesis that WASP-mediated F-actin association of WASP with WIP ( Figure 6B ). Since WIP is a target for PKC phosphorylation, we examined the polymerization may be dependent on PKC phosphorylation of WIP and the subsequent release of WASP from effect of PKC inhibitors on the dissociation of the WIP-WASP complex. Figure 6C shows that pretreatment of WIP inhibition, we examined F-actin accumulation at the T cell-APC interface in Jurkat cells pretreated with Jurkat cells with rottlerin partially inhibited this dissociation, whereas G06976 had no effect. These results sug-PKC inhibitors. F-actin accumulation at the interface was diminished in cells pretreated with rottlerin, but not gest that WIP phosphorylation by PKC results in dissociation of the WIP-WASP complex.
in cells pretreated with G06976 ( Figure 7A ). In contrast, accumulation of CrkL and WIP and WASP was not af-S488 is the only residue in WIP that falls within a consensus motif for PKC phosphorylation. We therefore fected. Since SLP-76 is essential for PKC activation, we also examined SLP-76-deficient J14 cells. CrkL and examined the effect of an S488→D substitution, which mimics the negative charge of phosphoserine, on the WIP accumulated normally at the interface in these cells. However, the amounts of WASP and F-actin that accuability of WIP to bind WASP. Since full-length WIP is poorly expressed in bacterial systems, we constructed mulated at the interface were diminished, although the percentage of conjugates with accumulation of WASP a GST-WIP 401-503 fusion protein that contains the WASP needed to assess the relative contribution of various WASP recruitment pathways to T cell activation.
